METHODS AND RESULTS
Fifty-four individuals of G. paucinervis were sampled from two natural populations and one cultivated population in southwestern China, and five individuals of G. bracteata were collected for detection of cross-species amplification. Voucher and locality information for both species are provided in Appendix 1. All samples were stored in allochroic silica gel (Sangon Biotech, Shanghai, China) for drying. The cetyltrimethylammonium bromide (CTAB) method was used to extract genomic DNA (gDNA) from the dried leaves (Doyle and Doyle, 1987) . We mixed the gDNA of all individuals from population LZ (Appendix 1) for shotgun sequencing. This procedure was entrusted to Sangon Biotech and was carried out using an Illumina MiSeq platform (San Diego, California, USA).
After sequencing, 1,325,041 reads and a total of 625,940,647 bases were obtained. All raw reads have been submitted to the National Center for Biotechnology Information (NCBI) Sequence Read Archive (SRA; accession no. SRR5026097). MISA (Thiel et al., 2003) was then used to detect microsatellite motifs using the following settings: for a unit size of 2 bp, the repeat number was greater than 5; for a unit size of 3-4 bp, the repeat number was greater than 4. MISA identified 27,441 sequences containing 31,776 simple • Premise of the study: Microsatellite markers were developed for Garcinia paucinervis (Clusiaceae), an endangered and endemic tree species of karst habitats, to analyze its genetic diversity and genetic structure.
• Methods and Results: Using shotgun sequencing on an Illumina MiSeq platform, a total of 22 microsatellite primer sets were characterized, of which 17 were identified as polymorphic. For these polymorphic loci, the total number of alleles per locus ranged from two to 12 across 54 individuals from three populations. The observed and expected heterozygosities ranged from 0.000 to 1.000 and from 0.000 to 0.850, respectively. No pair of loci showed significant linkage disequilibrium. Three loci in one population deviated significantly from Hardy-Weinberg equilibrium (P < 0.05). Seven loci (JSL3, JSL5, JSL22, JSL29, JSL32, JSL39, and JSL43) were successfully amplified in G. bracteata.
• Conclusions: These markers will be useful in studies on genetic diversity and population structure of G. paucinervis.
Key words: Clusiaceae; Garcinia paucinervis; genetic diversity; microsatellite marker; population structure. sequence repeats (SSRs), including 23,522 dinucleotide, 7060 trinucleotide, and 1194 tetranucleotide repeats. Sequences with at least 10 repeats for dinucleotides and seven repeats for trinucleotides and sufficiently long flanking regions were selected to design primers using Primer Premier 5.0 (Clarke and Gorley, 2001) . Only 5889 sequences contained the required number of repeats, and in most sequences the flanking regions were not sufficiently long to allow proper primer design. The specific Primer Premier criteria were as follows: (1) primer length between 17 and 25 bp; (2) CG content of each primer between 40% and 60%; (3) annealing temperature between 50°C and 65°C, and maximum temperature difference between the upstream and downstream primers less than 4°C; and (4) PCR product size between 100 and 350 bp. Finally, a total of 65 primer pairs were successfully designed, and primers were synthesized by Sangon Biotech.
Ten samples from population LZ were chosen for initial testing of these 65 primers. PCR was carried out in 20-μL reactions consisting of 8.6 μL of sterilized ddH 2 O, 1 μL of gDNA (at least 50 μg/mL), 0.2 μL of each primer (50 μM), and 10 μL of 2× Taq PCR MasterMix (Tiangen Biotech, Beijing, China). The PCR cycle parameters were as follows: an initial denaturation at 95°C for 5 min; followed by 35 cycles of denaturation (94°C, 45 s), annealing (at the temperature for each specific primer as listed in Table 1 , 45 s), and extension (72°C, 45 s); followed by a final extension (72°C, 5 min). Using a 10-bp or 25-bp DNA ladder (Invitrogen, Carlsbad, California, USA) as a reference, PCR products were resolved on 6% polyacrylamide denaturing gel and visualized by silver staining. Suitable primers were those that exhibited fragments of the expected size, clear banding patterns, and no more than two alleles per locus. Suitable primers were taken for further amplification across population LZ. The result of this procedure was used to detect null alleles by MICRO-CHECKER version 2.2.3 (van Oosterhout et al., 2004) . The primer sets without null alleles were preserved to scan all samples.
We used GenAlEx 6 (Peakall and Smouse, 2006) to calculate the total number of alleles per locus, the number of alleles per population, and the observed and expected heterozygosities of G. paucinervis from three populations. The linkage disequilibrium and deviation from Hardy-Weinberg equilibrium (HWE) were tested using GENEPOP version 4.2 (Raymond and Rousset, 1995) .
A total of 22 primer pairs were successfully amplified in G. paucinervis. The characterization of the 17 polymorphic loci is presented in Table 2 , including nine dinucleotide and eight trinucleotide repeats. Among the three populations of G. paucinervis, the total number of alleles per locus varied from two to 12, and a total of 121 alleles were scored with a mean of 7.1 alleles per locus. The observed and expected heterozygosity values in the survey populations ranged from 0.000 to 1.000 and from 0.000 to 0.850, Note: A = number of alleles per population; A T = total number of alleles; H e = expected heterozygosity; H o = observed heterozygosity; n = sample size; P value = test for deviation from Hardy-Weinberg expectations.
a Voucher and locality information are provided in Appendix 1. * Significant deviation from HWE. 
